Preparation of tissues for high throughput sequencing (HTS)
DNA was prepared directly from tissue samples for HTS. 288 mg of liver from pine marten 10 and 500 mg of kidney from otter 08 were macerated using scalpel blades. Samples were transferred to microcentrifuge tubes with 500 µL of phosphate buffered saline (PBS) and glass or ceramic beads, then further disrupted using a vortex with horizontal adaptor (Mo Bio, Carlsbad, California, USA). The samples were then centrifuged at 12,100 x g for 5 min.
The supernatant was extracted and filtered through a Millex-HA 0.45 µm syringe filter unit (Merck Millipore, Carrigtwohill, Co. Cork, Ireland) . Residual supernatant in the filter membrane was displaced by syringing of an additional 500 µL PBS into the filter.
To increase the relative amount of encapsidated viral DNA to host DNA in the sample the following was added to each 600 µL of supernatant: 15 µL TURBO DNA-free DNase treatment (Life Technologies, Carlsbad, California, USA), 60 µL of 10x TURBO DNase buffer and 15 µL RNase A (Thermo Fisher Scientific, Waltham, Massachusetts, USA); this mixture was incubated for 90 min at 37 ºC. An equal volume of 'Buffer AL' from the DNeasy Blood and Tissue Kit (Qiagen, Hilden, Germany) was then added, followed by an equal volume of 100 % ethanol. The total volume was centrifuged through DNeasy spin columns (Qiagen). The extraction then followed the manufacturer's protocol for the DNeasy Blood and Tissue Kit (Qiagen). The consensus nested polymerase chain reaction (PCR) for adenovirus DNA polymerase [4, 25] was used to verify the presence of specific amplicons.
DNA concentrations were determined using the Qubit 3.0 flourometric quantitation system (Thermo Fisher Scientific)
Novel adenovirus sequences not submitted to GenBank
The following sequences were detected in tissues, which were originally screened using the adenovirus consensus nested PCR [4, 25] but were not submitted to GenBank (due to their short length and/or latter sequencing from non-pooled DNA). The sequences are displayed in FASTA format, including a descriptor for 'isolate' source and tissue. The 'isolate' refers to the amplicon detected in a specific individual animal (PM = pine marten, O = otter; Supplementary Table S1 ). Table S3 ).
Amplicons were sequenced by direct Sanger sequencing when possible (Edinburgh Genomics, Edinburgh, UK); otherwise, sequencing of cloned DNA was performed, using the pGEM-T Easy Vector System (Promega), where indicated.
Supplementary Table S1.
Summary of the mustelid samples used in the study, including the source (location) of the specimen and the adenovirus test result for samples as determined by PCR and sequencing. 
